Functional calcitonin gene-related peptide and adrenomedullin receptors appear to consist of CRLR and RAMPs. Three types of human RAMPs have been cloned: RAMP1, RAMP2, and RAMP3.
Functional calcitonin gene-related peptide and adrenomedullin receptors appear to consist of CRLR and RAMPs. Three types of human RAMPs have been cloned: RAMP1, RAMP2, and RAMP3.
The aim of this study was to validate the use of real-time polymerase chain reaction (realtime PCR) with regard to evaluation of the relative expression of mRNA for CRLR and RAMPs.
With real-time PCR the input levels of mRNA are correlated to the number of PCR cycles at which the fluorescent emission, here SYBR-green, increases beyond a threshold value. The expression of mRNA of the receptors was quantified relative to β-actin. Sets of primers were designed for CRLR, RAMP1, RAMP2, and RAMP3. For ß-actin we used commercially available primers. The concentration of each primer was optimized and each primer set was tested for efficiency selecting primers that gave a slope of the standard curve close to -3.3. The relative expression of the mRNAs was calculated from the equation: Relative expression = 2 -∆Ct , where ∆C t = C t (sample) -C t (β-actin) and C t the number of PCR cycles required to reach the chosen threshold value.
With the primers used it was found that in the atrium, ventricles and coronary arteries of the human heart mRNA were present in the following order of abundance: CRLR~RAMP1~RAMP2>RAMP3.
In summary, a real-time PCR method for comparison of the relative expression of mRNA for CRLR and RAMPs in human tissue was validated. Primarily mRNA for CRLR, RAMP1, and RAMP2 are present in the human heart.
